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[mom] 

xt^ D N A*^3 - Kts ^ KT'fes, m^m 1 izmmommmm^ 

r^:^:^ 6 ] mimiTi^'b lCfB«(D > A-i' jg^: Kt <2>a^^ . 

8 ] fl*^ 6 * ttt 7 tC|B^(D^ei^$:^;tt5'<i^ ^ 
[M*^9 ] mim. 8 {Cfa^®/<ir ^ -*^^A$4xfe?^®iK^«s:. 
1 0 ] ®|^^f£#-^ PERM BP-5725T'*S?^ge^^*i. 

13] =E □ -:^;^*^:^t:*<HI^WI^S# PERM BP-5707T'feS 



ffi!iEi|^¥ 10-3042474 
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14] =i:Ji;u FERN BP-5708T'feS 

1 5 ] 1 2 JCia^O^ y D -±;i/^#S:S4t '5/^>f :f 

6 3 PERM BP-5707T'feS> 5}CfB«© 

IS^^l 7] H|^Wft« PERM BP-5708T'fee, 1 5 tC|B«0 



[0 0 0 1] 

[|8^cD^1-SS^$Sf4)-l?] 

[0 0 0 2] 

[«®s^g] 

. mUXMMltcVy/imtmi^ (Thymus-derived cell:! cell) tmi 

A;UA-T||8|}a (ThM: helper T cell) , ^WlfflJiaiCh ^JoV^TEg^^C-e^l?: 

2 ffiliE#¥ 10-3042474 



9-0 6 2 2 9 0 

m^t^mm\^Wmmi^ (Tc^^S : cytotoxic T cell : CTL) fe5^^^i^^-T 

(Dn^s^umMbxmmmy \/)i^-i^zt3iy ii-ims^ (effector 

T cell) ^if^^feS. 
[0 0 0 3] 

mmtmrnii'^oy-y^'^A^X'^itt^iiiemm^mmu c^n^uommm 
^^^^^ifi^t>ox^m■^tl^^o^zf£^. -i-^t£mmf)^$>^t^m(o^mifu 

xsuti)\ mmm(Dut\i^^zt.xai8tmm-^Mzt%:k^, —DOBmm 
(om\z$>^igut^xm\^m^^m&.^^t&, 

[0 0 04] 

T^lig•e%;*<B^fflJliST'%>^V^U >A"3^-t, LGL (laege granular lymphocute) 

fesv>tt5i;i/-fe;i/ (null cell) tmiti^^M:^^, ^ODMlctt, m^m 

iB8Jia : natural killer cell) i:^^V^4)^lS„ 
[0 0 0 5] 

±fBOTaiii&a);*i, CD4|il4T«iiiiSij:, J/l:Mg«lffllStcj:oTll3^$nfcmiilc 

•f^- (T cell antigen receptor : TCR) lZtn.m^^mS^±<DmM^-:f^\^tm 

3 ffiSE^ ¥ 10-3042474 



9-062290 

L-2R) ^^^b. ^u\zii-2t>^jf^Fst^t.mis&mwm^m'Dciuz^itb. 
mtzt\zf£^, cTi^^itt^<D\Z'^^mtsi'^^ hij>(ymi-2iif)^^)X'fji<. i 

0^<b tc \tmM(D^^t ^'}yyitij^y lf^BW:X $>ii)\ ^ ti e> 0 1) > 7 

itij^yitmmmhims^ iii-2^m7i3iEi:^mt&cMmmmm) tt^mb 

^^)l7.{Z&^t^tn.m0^:^i-\^i:^^7.U^'f'tthlzmbxm^bX\.^ 

s. cMmmmm<Dmii}^^j^<x^. mmmmmi^tfLmiz&i^bxiL-2t£^ir 

(membrane attack complex : MAC) lCj:<{HTfiU, ^K^Bffi® 

(proteoglycan) «;if=fo^*tXT V^5. CTUC^)"^!: UTMfUjgiS: 

^l-JSillFNr, LT, TNFfe5l^^iIL-2^:i^©U>7*;tJ>f ^^^J-^JJtS. 
T^ajiatttajlil3*M^^ (^i%'^*^> PHA) ^Ziy^-^A^yk (Con A) ICMPSU 

[0 0 0 6] 

tttL, ttiip!t)mwi^^iix^^f£\>^vtm(ommmmt. p±mmss. (restin 
gTceii) tmiix. m^<Diz^^ifi/h^<. m^^WLBxm^\ mm^^^-f^ 

L^t<:fe5c r®i^«jTM5:?SMTm (activated T cell) t^So - 

4 fiifE#¥ 10-3042474 




9-062290 



^m^itmmt, mmmi^ (memory t ceii) ^\:,trLmmk^v^ 

[0 0 0 7] 

m^x^ t mmm s: sj-t t *c t,® ^ , t^is©«^ d j: 

©JtSBSm (resting B cell) #fiBi®^M^CD40LT'iISI$tv, ifJil?: 

S3Lfc<}:9*:B||HJiS$:^ttftBiil|g (activated B ceil) t.\i^^o ^±mBmj^ 
{Ctt. B7-1 (CD80) ^B7-2 (CD86) (Diit>t£ny^7^^ ^a.U-'Si-^^ (TCR$: 

#tLT=fe»TCR?:$gS5!l-e^{-tT', CD40'J;!/>K (CD40L) ^^mt-^tz^J. U>7 

7^?tsi^±«BBMliS^c^^UT■?•®cD4o?:$!Ia^1-■5i:#;^.f,^lTv^s. #Mom 

ig^cD40LT'fM$tiT-ii?sffift$tisi:, smm^m^m^i. mtt 

t)Jca®©CD28?:«LT^®A;wt-T8811SS:?SML, CD40L$:2«3i$-&fc y 
C?)BMJ|iS?:rS1${kBm (activated B cell) S P,lC^BB||II|gfCJ&oT 

J: o TlgM*^ e> IgG^t if 7 y ^ t-5 <k ^ tc § 

J:'^){C^CofcBiiJig{j:Sl<i{c^MJS (antibody-secreting cell) t^\iti^^'^ 

^^IffllS! (plasma cell) 

5 m,U<^^ 10-3042474 



#5{2 9-062290 

[0 0 0 8] 

ttz. ±m0ji^Kn\:,v y^mx^$>^x^. -e©«Bis©4^®> BPt. 

[0 0 0 9] 
[0 0 10] 

mmmM^^it. ^(Dmi^^!^Wiii'^i^^<^&ifu-f^}y7.-A-yTs.v 

^to3i:?:#^i:LT^y, riCAM-lj (intercellular adhesion molecule-l 
) , rvCAM-lj (vascular cell adhesion molecule-l) tjLii<D^^i)^^^t\>X 

-«l3i$:#^i:t, rvLA-l~6j (very late antigen-l-e) , TLFA-lj (lym 
phocyte function-associated antigen-1) , TMac-lj , rpi50/90j &if:i5>^^5|] 

'J yj , rN-::i7 K's U >J , rp-* U > J *^ CD447 7 ^ U - ICti, r 
CD44J A^ftie>ttTV\S. 
[0 0 11] 

6 . mfl4#¥ 10-3042474 
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[0 0 12] 

mmWV^-^f- (RA) ^CO^^Ttt, RAMHUflSlCfet^T. TMac-lj t 
rpl50/95j 0M#®f§^}?)^«LTV^53tA^#&$;nTV^S (Allen.C et al 
.Arthritis Rheum. ,32,947(1989)) . RA?||lT'(i. FiCAM-l 

J l:a<. *^O^m^^{C^^LT^^SZ:^:A^^^$tlT^^S (Hale.L.et al.Art 
hritis Rheum., 32, 22(1989)) . $e>ic, TelAM-Ij =bi? tf S^ilMl^^M© 

s^^icK-^bTfeu, 3ne,^)-?®igfji63^tt. RAgiM4iicBe)*i5j^4i;^® 

^ijli imzmm^^O) izm^VX^^^^Ztt/^mm-^tlX^^i, (Laffon,A.,et 
al. Arthritis Rheum. ,32,386(1989)) . $e>lC, rcD44j =foRA?t|g{Cfe^^T, 

stmmm^. mmmmmz^<^mbx^^^zii^m^^tix\^^ (Heyi.es, 

B.et al. Arthritis Rheum. ,34,1434(1991)) . 
[0 0 13] 

ttc, ^#ttxu-5=-7h-x;^ (SLE) tmmJ■(Dmm^^mmz'D\^ 
x^mm^}. siEB^X'mv>j^m(Dmmik^mmmtzMti>mM 
mts^mAtmt^ti&Tbx\>^&zi:i)m^^tlxv^^. ttz. sueb^co 
mvymizmi>m^^<Dmmxit. ticam-u , rvLA-4j , tifa 

-Ij 0^t^iiI^*^Be)tlr^^S (Haskard,D.O.,et al. Rheumatol. Int, 9,33(1989 
)) . 

[0 0 14] 

-iy^H-u^^y-u mm^i^mi-xmmti>t ticam-u *^^3^t53i:, ^ 

tjb^^^SllTV^S (Weetman,A,P.,et al. Eur. J. Immunol., 20,271 (1990)) . 
[0 0 15] 



7 
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9-062290 

jffii^T'tt, Bmii^&mm<Dmm'^ ticam-u t apA-sj , apA-u t 

rcD2j i:^^e)2o©ig|^T*f^J5;t)tlSz:i:T•^©i6^$:it^D$-&, mM^il^^ 
T'tt rLFA-3j *^^^^';^:^itJioS^J5;ffFM^:^<^^L/, ricAM-ij m^i. 
tz riCAM-lj A^T^fla'v0^M||a^$:{SJi$-ii:iS^5STC?:MbTV^S3i:A^a^ 

igstiTv^So ricAM-ij m^xmcifim^^mmm(D^^iivyAmt0m 

m nCAN-lj tig*^^^#^{i»^ffijrFliSB#J:»J%ilf<. St^SISttJIFIfeE 
#0 e) T' %Mi^^69lcitfT t ^:SfJT'lgfil S 3 i: ej^fimmic (:r 

ricAM-lj *^ffFMffllt§©ggi:fflB|■rsi:®^^%^:$^lTv^s (Mo 
d.Phys.l5,(l) ,73-76(1995)) . 

[0 0 16] 

ttS riCAM-lj (D^^ (Poston RN.et al.Aa J Patol ,140,665(1992)) ■>f>ilf3U' 
7.7-U-}l!fSLmt?'\)-^<DW}Mmmizm^ TvcaM-U (Cybulsky MLGI 

■brone MA Jr. Science,251, 788(1991)) ^C•^V^•C#^M*^SS. $e>lC#i£, t 

^®i^fli«^b*^cfe^^T^J rvcAM-ij *^|g3^L/T^r^53^:*^^|gstlTfe^J, ^ 

(D^mmiz]Hm\zmM u fc¥?if6fii3Bjiai:m«/ v n 7 7 - i?{c^ < fg«) e> n 

fez:i:A^^^snT^^s. ttz. tp'^i-^iB^xfiihmmmmizis^sx TMCP-i 
J ©^31;T;iiA^^«?)^*lTfcU, TMCP-lj *^#^/x'^'n7 7-i^©3i^$::fh 

(8), 1485-1488 (1994)) . 
[0 0 17] 

8 10-3042474 




9-062290 



(6gl«:SJt*^5Kl^$*lTV^S (Frixen,U.H.,et al. 113,173(1991)) . 

i5Tte#i:0M^*^J|JgStiTv^5. rvcAM-ij ®U;{f>K"efeS rvL 
A-4J --7. ILjK&ifT'il?|g^tsz:i:*^^^StiTj3y 

v^5. a'5r©3ffim^*$:ffl^^fc||^:&^^,f«, i^mm. s^m, mm 

3^^TV^S (Takada,A.,et al. Cancer Res. ,53,354(1993)) . 
[0 0 18] 

iS^^yh ricAM-lj tKm^^-j hl^E.^^^mm0t^^}lV(D0ii&S.f^^^<^ 
?fl^i«JT'tt, m rjCAM-ij Jn:ft:?:«^-r5z:i:{c<i:y, KSSiJiOlgSA^ftrMStl 

^Ztm^^tlX\,^^ (B*iSg^^^jS^^|g, 14, (6), 571-577(1991)) , $^ 

-^y h^ftAWlS0a®-^gjiS:«lMt53i:*mS*lTV>S (Yanada.K.M 
.,et al. Cancer Res, 50, 4485, (1990)) . 
[0 0 19] 

<Di^m\zi5\f^x\,t. 0k&umzm^mmiz:^^t&^mt^iirz u y^m^i^ 

9 ffiIE#^ 10-3042474 



9-062 290 
[0 0 2 0] 

[0 0 2 1] 
to 0 2 2] 

^^^wmt^ismthx. t-f. vyA^mmi^iii^^^Lxmiiiii:MmL 
, m^ixtzmi^i:Ps^^xmi^mM^^0min^ zt nbtz, sky. M^a^^mz 

[0 0 2 3] 

mMmmiz^^s>m^^'D\,^xmirz, zom^. i?^m^h\t. #e>*ifc 

^5tt-S3:i:?:EfflLfc mr, r©Si<*^$: rjn.i^tfltj tmir^) . 

>'"«^^«IIIiao®*«:a<llSt*:ii:5:BajLfc (J£^T, ^O^ft?: UTT.2i5i 

1 0 ffiII1#¥ 10-3042474 
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»©«8Jis«if4)-^T'$>s riFA-ij ^ ricAM-ij izMt^mmz^^jmrn^ti 

[0 0 24] 
[0 0 2 5] 

rjTT.2mj^j i)K m±m')ynmz\mthjEnm^f. mw^mm^iim 

. 7i>CV^T% rjn.imMj fcJ:t; rjTT.2*T;Mj 0^^^ft(Z)iI^$:ffofc„ 3®i!l 

#feTT*®*3tSlc rjTT.ifiiMj Jcg^L, •eogjStt rjTT.2^<itj jc<k 
[0 0 2 6] 

^titc'yyh rjn.imMj cDNAIr>^o-^i:tT. t h rjn.mMj cDNASt^ 

1 1 m!iE4#¥ 10-3042474 
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10 0 2 7] 

(2) 2lC|B«07 5/'Kil?iJ, ^fcliUJUS^ : 2 {CiB^®7^ 

(3) @S^J#-^: l^C^^®DNAi^?!IA^e>*SDNAi:7^>f:/'J^f-f X-r-& 

(4) @B^J#^ : 2fCE«®7^>'Ki5^Ji:6 0%a±Offil^ttS:^-rS. ( 

s) izt&mommmMf^y^-^ifK. mi<\i. 

(5) fch6*T'$>5, (1) 75M (4) (C|B«©ilJiag«^>^1^^g, ten 
[0 0 2 8] 

ttz. :^m\t. 

(6) (1) TlrM (5) {CfB«©^>/N*^'^$:3-KtSiie^, 

(7) ae-f*^cDNA-e&S, (6) {CfB«®ae-f-. ICgltSo 
[0 0 2 9] 

(8) (8) ttz\t (7) lCiB®0Jifi^5:^^tS/<^i5f-, tCgltS. 
[0 0 3 0] 

ttz, *|8Wtt> 

1 2 10-3042474 
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(9) (8) izmm<D^^ii~mx-^timMmm. m^u. 

(10) Hl^^tt#^ PERM BP-5725T'fe5?ggem fCKtS. 
[0 0 3 1] 

(1 1) (1) 7bm (5) izmmG)9yA!;mzRj^tmmrzii^(D-'n 

(13) 'iJi;u -i-Jimmmm^Um^ FERM BP-5707T'feS a^t y u k 

(14) ^Ji;u -^JVttL^i^^m^^^^^ FERM BP-5708T'feS/\>f zfV K 

0 

10 0 3 2] 

(15) (12) izmm(^=ij ^u-i-jimw^m^t^/\-(zrv k-v, m 

(1 6) ai^^itS-^ FOM BP-5707T'feS, (1 5) {CfB^CD/N'f^U K- 
(1 7) ai^Wft## FERM BP-5708T'fe5, (1 5) fC|a^O/\>r :f U K- 
[0 0 3 3] 

(18) (1 1) nm (14) izmmma^^^^bxfj^^mmm. m 

Kit. 

(19) ^ffeiSisiT'fes, (1 6) izmmommmm^. \zmt^, 

[0 0 3 4] 

1 3 ffi!E#¥ 10-3042474 



#511 9-062290 
to 0 3 5] 

cMiiftTiSijKtt, i^mmmmz^^xm^^'intziffimzmt^iL. v^^,v^ 

^tCM^ttmilgi: <fc e» *^®0CD4©STSl|ijgS:igt. 
10 0 3 6] 

■oTMz^cDmmmm^^mbxmt^'^iztjii,, cdsmmmm'^cmzMt 
^t. mi&MKmnif^i^Mbx<i>, z0mn(omz\t^^6\^6fjim^^iiy 

Ai;ni)^^ttiXl3V. A-7:r'J>{i-f0ft*T-$>5. 7t- 7 ;f U >li«<*J© 
^5-9fig^T'^^S ivS MACIC J: < (ST ^ y , ^Kiffllia® iSBflSliK: & l"? ^f^ffl 
A^feSo ^ODffi, ■fe';>:/n-r7--fe*W, :/nxJtyi):*> (proteoglycan) 
;5;^^*'^*tl•cv^s. tfc, cil\z^itbXtrLW.Mm^^»^tm7> LT, TNF 

J: e» Jfe^^M^CDS^itTm t. 
[0 0 3 7] 

T01iSttiflJlil]^^m^ PHA) ^:nyij±AVyii (Con A) iCSlS 

bx^mm^i:^^-tti\ z.(o^^fji-^m<DmmhfsmtmmiZ'^tti^o 

[0 0 3 8] 

BMT'tt, B7^^$:^3gL, TCRi; t)^CS®®CD28^:mLT^•®'^^A•- 

J:e){C!&ofeB«BBS (^(*:4)-iJiHBflS (antibody-secreting eel l);at;j^gM(pla 

1 4 aj!E#¥ 10-3042474 



9-06229. 0 

smacell)) t,?SttftB«lilflS{C-g-*4xS. 
[0 03 9] 

iji-jvjyk (Con A) xmrn^titzmmmm^f^^itvyAmz-^tti^, 

10 04 0] 

V ^ 4 V © 'J > 7t]^ t . 
[0 04 1] 

[0 04 2] 

jmmm^t^Ax<DiiyAi;m)^tn^o 

[0 0 4 3] 

[0 04 4] 
[0 0 4 5] 

1 5 10-3042474 
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[0 04 6] 

[0 04 7] 

oM*iPi^mi^^(DmMx-\ttjt<. u yAm'^^^mmizmmbm^mmizj: y 

[0 04 8] 

r£^, ^m^x^nii, :^^m0i(y^'^^n<Dmm • ■ mx\tnm (mm 

i!?U#^ : 2{CE«0^ ^/^i^TOT^ /@iB^J*G)7$ >'^lCfeV>Tl%L/ < 

T, ^^^vy^mzmnrnzmu ^±mo ymiz\immiz^mbf£\,^ 
mmmm9y/^9n^:^^m(ommiz^^ix^, 

[0 0 4 9] 

bX\t. y :J 5f ^ l/;*-^ KJI^^«8^M#A«S (gapped 

duplex) MliifS^>V^{iMm^^!iS^Cj:oT^>^i*^CJ^.^«M5:^A 

1 6 10-3042474 
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^^KJI^g^M^^A (gapped duplex) mz^WXmt^t, T^A-^ 
rgapped duplex DNAj ^tHzmmmXLtz-^^Tt 

^^y^y\z. tyViyy\t^^i^Mz. ^7-yii^^y^ytzfjt?>, sir^j 

-fbStifeDNAtrMtc^AtSi:, mmmmz\iii{^^y^y\ti/hi/yt. 
5i/;wi7x~>i::^-l^>5^>{i^^>i:^Sji^|.^^t«fc«)> taitj re 

:Cj /\, rciCj rA:Tj ^i:ffl«its. IIIS{C{iMW«igL,fc-*iiDNASIi 
rgapped duplex DNAj IZJU -fV X-^H. J«T. -a-^g^T U zf5J l/Tf 
^h^mm^fimmA (gapped duplex) jS^|SI^{C^f^LT^^«S:4)-ilttl 

[0 0 5 0] 

A?:#itLT, MA*^e)*|§q!0^>/^•^MO«ltgWll^!feS:#S3^:=fe,1tg# 
STSSc tJ^oT, BB^J#-t : UCiB^©DNAiB3?!I*>e)«:5DNAi:A>f :/U^>f X 

1 7 m!E#¥ 10-3042474 



9-0622 9 0 
[0 0 5 1] 

IS«JfcV^. m^\ts TIBO ra^^ttSt FERH BP-5707j 0/^-<yU K-vA^ 
S^fS^y'^D-"^;!/^^*: (JTT.l^ift:) tfett rEIIg^lt## PERM BP-5708 

7 >f --r -f - * V $: ffl V ^ T ^Sg t S z: i: 55)^ RTIgT- * 5 , 
[0 0 5 2] 

[0 0 5 3] 
[0 0 5 4] 

n5%i©r'feoT=b<kV>. mRNA*^e>illSS$tl€)ffi^SDNA (cDNA) , '!f>' 

ADNAA^6MS$*lSDNA, fb^^figlC J:oT#e)*lSDNA, RNA* fcttDNASriiS 
i:tTPCR^T-itjiS-a:T#e)tlSDNA, J:atZ:tlbO*S5:iia{CM*-&t>-& 

[0 0 5 5] 

*f8^®5t^^-«, SSlCtJIo'r*^?^©^? >;1^'g®mRNA*^^cDNA$:^^a- 
l 8 ffiaif^ 10-304247 




9-062290 

s :&a^{c J: y 1 5 z: i: *^T* ^ s. 

[0 0 5 6] 
[0 0 5 7] 

mwmmit. m^ii^T-i;y9yirt/7:^-hm (CMrgwin.J.M.et al.,Bioc 
hea., 18,5294(1979)) , ^7a:y-;bj£, ttcmGPCm^(D^^(D:^m^^\,^X 
^i?L;t^RNA$:;ty rT (dT) •fe;vn-:PC.^7KUU-fe7 7n->t^{Cj;S7 7^ 

, Okayama,H.e>©:&S(Okayama,H. et al.,Mol.Cen.Biol.,2,161(1982)Xt;if 
1^ 3,280(1983))-^Gubler,U.i:Hoffman,B.J.G):?^^(Gubler,H.aiid Hoffman, B.J 
.,Gene,25,263(1983))*^^Ja^$^l§) T'cDNA«i&-^^L/, cDNA®-*^cDNA/\© 

M^A (h7>:^7xd^h) t€>3i:tCj:ycDNA9>f:/7U-$:f^ig-r6. 
[0 0 5 8] 

3z:T'Mv\e)*i€>:^7X^ K^^' ^f-i: LTtt, ^±PiX'mmun^ti^%(D 

5iT*tSt)(DT'fetltf J:V^. S^Se^tCM t^e>*l 6 n - ::i > y/< ^ - i: LTpU 
C119, Agtio, Agtii^^tM^^tis. tet, g&iE0^&a^W7.i";-->i^ 

[0 0 5 9] 

K{CcDNA$:jffi«*iit/:&j5Si: tT«, rManiatis.T.^,,^ l/:^ 

^7-^0-;?n-n>if, 7 . 77}?^ h • y'-a7;b (Molecular Clonin 

1 9 ailiE#^ 10-3042474 



i|#5f 9-062290 
g,A Laboratory Manual, second edition) ,Cold Spring Harbor Laboratory, 1 

.53(1989) J izmm(D:Smt£}^i^m\ibni>o yy-V^^ ^-izmk^ 

m^Thti:^^ilbXit. Hyunh,T.V.e)®:SlS (Hyunh,T.V.,DNA Cloning, a pract 
ical approach, 1,49(1985)) &i^*^#{f e>n5. fS8{M{C«, Wm<Dy>(^-t/B 

sjiasi^^^:^^ K^7T-s^'<^'^'-tt, mi^mm mxn. e.cou hbioi, 

DH5 ^ t=. ttMC1061/P3^) ^®Jg^«;T§iifflJliaiC#A t S . 
[0 0 6 0] 

Z^^y^S. \fit^^mmizmAt^:^mtbXit, rManiatis,T.e>.^ l/^a^ 
-i; U-=:-yif, 7 • h y - • *7 — a7->l/ (Molecular Cloning, A Labora 

tory Manual, second edition) ,Cold Spring Harbor Laboratory, 1.74(1989) 

>(yi^hu/^v^-i^yif^yh (mxii. :^h^iit^-ynm, r-7i/^i*t± 

[00 6 1] 

±E® ^Sic J: o T#$J 3 nfccDNA^ >f u - , rjn. l$iM J 

[00 6 2] 

0!I;i«> imiz rjTT.lSiMj ©7^ yieSJOlc^DSitS i:#^e>tv6;f U =f 

^©nO— — AW:/'J ^-f -^-S/S^^StCrunstein, M, and Hogness, D. S. : 
Proc. Natl. Acad. Sci. USA. 72, 3961 (1975) ]ttz\t:f^-!7J\^:f^}^>( 
If— 3 [Molecular Cloning, A Laboratory Manual, second edition. Col 
d Spring Harbor Laboratory, 2, 108 (1989) JfCi:*;, Ut^OcdM^t^t^ 

^u-yk7.^')-=-y^t^l5^. PCRy7>rT-$:f^|gu Uii.mm\ ©4t 

2 0 dlliE#^ 10-3042474 




4f 5JI 9-062290 
[0 0 6 3] 

Z:©^{ZtT^e)nfcDNA®^gS113?!I{i-7dr-t>-A • h^[«axam, A. M 

. and Gilbert, W. , Proc. Natl. Acad. Sci. USA, 74, 560 (1977) 
7 7-S^M13?:fflVxfej;x;«-:^S/5{^l':t5^K^^m#ii:©:&S5[Sanger, f. ^ 
, Proc. Natl. Acad. Sci. USA, 74, 5463-5467 (1977) ] {C J: o TS^^f S i il 

[0 0 64] 

tfz, FTL435^0lffi^|Si^{ca«1-5MIS®yy ADNA*>e)rjn.lfiiMj 

Sns. FTL435iIJ}gS:^eF*L<td:SDStfc{i:/nxi— eK^|:Mv>T^«?L, 7 
xy-;HCj:Si*ai$:H^LTDNA®JKgeS?:^fe). RNA5:S^* L< (iU d<5J 
l/7--e{Cj:»J?g^t:tS. fie>ti«>DNA§:iiS^:tIRSi^^{Cj:»Jf|J^)-?g<fcL, ^ 
e>tl5DNA»r>tS:3@^*7 7-i^tfct±=i:^^ KT'it$gt5>f U -$:#|g-r 

[0 0 6 5] 
[0 0 6 6] 

2 1 a}|iE#¥ 10-3042474 



9-062290 
[0 0 6 7] 

«{cii, Ki:bT. MAij!, pBR322, pBR325, pUC12, pUC 

i3^if*^ mM^^-^'^:^<\^tbx. mxu. PSH19, pSHi5«:if*^ ttmes 

^:fyy^S.\itbX. mX\is PUBIIO, pTPS, pC194«:if*^M^$*l5*^-*l^ 
^C«!JPSStl^l:v^. tit. •77-VtLX\tX-77-'Jiii^(r>Af;7-'):^-y7-V 

[0 0 6 8] 

©T***i«1t{clMllttJ5:v>*^ M^«> :A:J1« (pGEX-5X-i) , *fclisv-40fi* 
©18^^ ^ - Jfe ^ * b V > . 
[0 0 6 9] 

^v>Tji;t«MS4xs JiMm. * « AX W ic^3i $ *i feM^iMflS Jfit if S ^ o 
[0 0 7 0] 

e^iz. i^mmttz\mmms&mtb<. M.miz\t. i^mm (dhs, hbioi^ 

2 2 aiM#¥ 10-30424 




9-0 6 2290 

) . '^^T.^^mm (COP, L, C127, Sp2/0, NS-1 1 ActtNIH3T3^) , 5 »y K 

AA:^^-a5feMJJS (BHK^3J:t;CH0^) , (COSl, C0S3 

, C0S7, CVlSJ:lXVelo^) SJ:lKhhfi3fem (Hela, 2^{t:^liMflS{Cfi* 

[0 0 7 1] 
[0 0 7 2] 

[0 0 7 3] 

:/D^-^f-, ^/^l/-^-. rshine-Dalgarno (SD) j WM (M 

^{Cii, Trp-:^D^-:Jr-, lac:/D^-^Jf-. recA^n^-^i-, APL>^D^- 

PGKyn^-^J-, GAPyn=E-^f-, ADHyD=E-^-*^#lf e)4l, ^±i9B 
fiS;<)Vtf^;b;^MBo^^li, SLOi:/D^-^f-, spozya^-^f-, penp:/n^ 

^, sv40E&3f5(D:/D^-^-, i/hD'?>f;i/:::^(;Dy^n^E-^f-, yL-Vi/Bv'p 

2 3 ffilE#5|2 10-3042474 



9-062290 
[0 0 74] 

ATG) m^^ii^o ttz. m±n\:ytbxii. n^om±^)^y m^ii. t 

AG, TGA*^) A^Ma^Stl-S. 
[0 0 7 5] 

[0 0 7 6] 

So i^mfJtZf^y^^ Ki:LTtt, E. coli-ett:/^^^ KPBR322, %L<ii't<D 

T-tt:^^;^^ KpRSVneo ATCC 37198, -^=77.5. KpSV2dhfr ATCC 37145, •f'yT. 
$ KpdBPV-MMTneo ATCC 37224, ;i ^ KpSV2neo ATCC 37149, ^9X5 KpM 
E18S^;b^felf ?>tl'5. 
[0 0 7 7] 

3 *l S 0 ?: M V ^ S 3 i: ji^ T' ^ S = 
[0 0 7 8] 

. M^tfr h^-y-'f 7>l^e/U>, *fctt:3!j:^v>f i/>^®m^4^HW 

[0 0 7 9] 

ite^iifgitfi^tUTtt, S^t FD^iPl/^?'^^'— ^ (DHFR) atfi^, 

2 4 mSE#¥ 10-304247 
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[0 0 8 0] 

[0 0 8 1] 
[0 0 8 2] 

UBS (E. coli, Bacillus subtilise) ©^^tt, m«Cohen6>© 
:&S[Proc. Natl. Acad. Sci. USA, 69, 2110 (1972) ], h hi^ [Mol 
. Gen. Genet. , 168, 111 (1979) ] tfx> (J. Mol. Biol. , 56, 20 
9 (1971) ]tCj:oT, Saccharonyces cerevisiae®^-^{i, Mx.{fHinnen^0:;^ 
^[Proc. Natl. Acad. Sci. USA. 75, 1927 (1978) ]'i>V^^hmJ. Bacterio 

I. , 153. 163 (1983) ]iZ^^X. m%mm<Dm^\t. M^«Grahan®;^S[Vir 
ology, 52, 456 (1973) ], m^Mmm^it. M;i«Suiniiersf,®7^^ [Mol. Ce 

II. Biol. , 3, 2156-2165 (1983) ]iZ^-oX^t\^tim^mmt^Zti!)^X'^ 

[0 0 8 3] 

:^m<Diiy;ii;m. z.n\zi:i)m^titz:^m<Dmm^i7 i(-i:'^m 

t * t fc i o r l^ii t * 3 i: A^T § 5 o 

[0 0 8 4] 

2 5 ajfE#¥ 10-3042474 




9-062290 

X, p3m^j^iii)\ mmmmm^L<it:^mm 

• y*-, ^rf^y. ij-^^y. ^x:?r7., i^sjffl, ;ii/>f i/3j*ai?s*if*^^ 

«xh5f->f^UX *;tv>fS/>, 7>t:$/'J>, iJi-^^i/y^) tj:i^]^ 
[0 0 8 5] 

[0 0 8 6] 
[0 0 8 7] 
[0 0 8 8] 

^iMflSA^E. coli©^^, ^?*LV>Wi:UTLB^^, M9^^ [Miller. J. E 
xp. Mol. Genet. , p. 431, Cold Spring Harbor Laboratory, New York (1972 

[0 0 8 9] 

niiiJiaA^BaciiiusMa®^^, '^mz^^jm^. mn-kLf^ti^^, iif;3o~ 

40X:T, ^16~96^r^ffp^i:*^T't$. 
[0 0 9 0] 

^^i)mnX^S>m-^. ^i&tbX. ■ff!IA«BurkholderS/jN^^[Bostian. K 
. L. et ai, Proc. Natl. Acad. Sci. USA, 77, 4505 (1980) jA^plf bn, pH 

2 6 ffiiE^¥ 10-3042474 
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[0 0 9 1] 

EM^« [Science, 122, 501 (1952) ), DMEM®« [Virology, 8, 396 (1959) ], R 
PMI1640^^(J. Am. Med. Assoc. , 199, 519 (1967) ], 199^^ [Proc. Soc. E 
xp. Biol. Med. , 73, 1 (1950) ]^$:ffl^^S3i:;!>^T'^S. ^«I©pH}d:i^6~8 
T'feS®*W*L<, ^^«iiSi^30~401CT**5J15~72^r^^Tt>tl, S^MIZXV 

[0 0 9 21 

. Acad. Sci. USA. 82, 8404 (1985) ]^m^^tl. ■e0pH(i.%5~8TfeS® 
*W*LV\e ^«ttii1t$&20~401CT'15'-100^|§fTt>*l, SMlZ J: i) M^'Pm 

[0 0 9 3] 
[0 0 9 4] 

(^^^®mi)'^mttz\t^m>/ti^nmmmmzmt^tztbiz~mzM 

[0 0 9 5] 

2 7 ailli^¥ 10-3042474 
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[0 0 9 6] 

[0 0 9 7] 

[0 0 9 8] 
[0 0 9 9] 

^D-t;i/m^t^jc«, igG, igM, igA, IgDS«^:^^IgE«;sv^•f^l0-f^>'^^□:/ 

U^i'^^^lcMtS^y^'O— ^;bm<*S:=fo'a^U fl^jilCtt, IgG*fcliIgM>f 

y D U > ^ 7 :^ ^ y ^ D -±;i/*^i#:-e*> S . 

[0 10 0] 

2 8 mU.^^ 10-3042474 
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^ -T'j^^t S if ®:&S(C J: y ^{Bt 5 t jb^T't So 
[0 10 1] 

[0 10 2] 

[0 10 3] 

[0 104] 

[0 10 5] 
[0 10 6] 

2 9 ffi|£4#¥ 10-3042474 
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^^mo)'^ J ^ n—mmiif^izii. m^^n^^ ferm bp-5707j 0)ju:f 

mmi^t^nmizm~(Dmii:^tmi^. s<kt; m^mtt^^ ferm bp-sto 

8j 0/Uzfv\^--7ii'^M^t&=tJ^u-i-}iW.Hf' (jn.2mft) =bL<tt^® 
iffcM1-53i:*^nriiT**s. rjn.2^flsj tt, rjn.i^ftj {cj:s 

[0 10 7] 

rHBR^It#^ FERM BP-5707j ©A>f F--7fei:i; r 
FERM BP-5708J (D;^W:/U K-V{CgSt5. 
[0 10 8] 

it. ^-^-jSLXf5.^i/a.H>(y^0)1;m (Nature, Vol. 256, PP. 495-497, 1 

975) Rxf'tnizmc^mm:^mtf^mif bii^o tt£t>-^. ^^^w^y^^n- 

10 10 9] 

P3/X63-AG8J , rp3/NSI/l-Ag4-lj , rp3/X63-Ag8.Ulj , rsP2/0-Agl4j , Tf 

3 0 aitE#¥ 10-30424 
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Oj tfzit rBW5147j , 77ha*$XD-V r210RCY3-A«1.2.3j , thfijj^^ 
XD-V ru-266ARlj , rGM1500-6TG-Al-2j , ruC729-6j , fPAIj , fCEM-A 
GRj , TDlRllj ttzii rcEM-T15j ^mif^Ztf^X'^h. 
[0 110] 

[0 111] 

7y^- (DEAE*fcliDE52*if) , JIt-f :/y >;!77 A$>5^^^±y n x>f 

>A*5A^OT7^xx-f-:i;5A^'nvhy77>f-lc#-r§3i:, 
[0 1 1 2] 

T'feSo $^ic, h-f Ay^^ni/y ^s^^-^rM^jitfZiinciy, t 

ffitt®(Cg[g^-^L/#Sfflffli£S!i^aj(ii (CDR : conplementarity-determining r 

esidue) i^M. ±mmi}^h=^j i;u-±jimiifi<DMi!5'm^iim^^rz^:^7=t 

[0 113] 

3 1 10-3042474 



9-062290 

*gt. 33T% rF(ab')2J W ""Fab' j iitt, ^Ay^OT/U^ (=67 ^'D- 
iST'«»f$*lTVL (L^TOHglc) ilCL (L^J^SM^) *^e)^d:SL^, ftt^VH (H 

jgtSz:i:*^T*ts. :ine>2ootiii^cmffc7 7^;i>hS:-eti^nFab' ^ 

7 >f Kiig^®TSKT'^»i $ tiTl5fa2oOFab* t > j;MJieT' o fe 
^^>^^:F(ab•)2i:^^e>. 

[0 114] 

(Gly/G) (Ala/A) 77->, (Val/V) A U (Leu/L) 

(Ile/I) >fVn>fe/>, (Ser/S) -feUX (Thr/T) 7>l/:t->, ( 
Asp/D) 7>^/t^^>^, (Glu/E) y;b^Jf$>SI, (Asn/N) 7X/'?^=3fX 

(Glu/Q) (Lys/K) U (Arg/K) 7;i'=3r->. (Cys/C) 

S/:^x-f>, (Met/M) i.^it-y^ (Phe/F) 7x::i;i/75->, (Tyr/¥) 
f-ai/>, (Trp/W) hU:/h77>> (His/H) t:^5^2;>. (Pro/P) 

[0 115] 

3 2 fflIE1t¥ 10-3042474 




9-062290 
[0 116] 

^t$, mi m^. ^miib^> mm^m. s^t 
-lsI^c:o§loo^g*^^loolng®|gaT^ -H-lHI*^e>MI^gpie#$^ls*^* 

[0 1173 

w0J:9^j:ffifig#>tt, se)tc|»l?M, Mm HM, (M 
[0 118] 

[0 119] 

3 3 ttilE#¥ 10-3042474 
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[0 12 0] 
[0 12 1] 

mmm: 

&.y\Z^^^tfLii^m&J^'<:fV \^--7<ommii. >T-^- (Kohler) h(bl5^ 

(Blood, %z\m. loi-iii/^i-j;, 1993^, s:#flgu«:*^e>fTV^. 

, ^'n--^-;i/^ft®ilS?tt#^*e>®*S (Handbook of Experinental Imm 
unology, ^4^, 117.21-117.21/^- s;, 1986^) 5:#M 1.35:*^ ^j^f o fe. 
[0 12 2] 

T-^T-lCOHB (10^/ES) , 7e@, 14HifeJ:U^28Hii:VNe>KiSi>S:t5gT'7«y 

#?£lCj:y^?''?X$xn-"7^J5MPAI (Stocker.J.W.et al. Res. Disclosure, 217 
:155(1982)) #^tlfcA>f :/U K-V©#>^ 0^«±?S$:. 

^N^f:?"'; K-vi^D-> rjn.ij ii^i&Ufe. $ ^ic±iBi:(^^ffl#^ 

lC<fcy, FTL435«IIJig(D rjTT.lj IC j:SMmS:aiMtS?Stt$:*tS/N>f K 
-T^'O-^Sr^^L, ;N>r:fU K-vi^D-> rjTT.2j J&SS, 

(^E##:FERM BP-5707,FERM BP-5708) , ttz. SSSlCtJ^o T±iBA>f y^U 
K-vi?n->*^e>-e*i^n^ y ^7n-:^;i/$i(*c (^E## PERM BP-5707*^e) 

rjTT.l^<!|sj , PERM BP-5708Jb^e>^S3$ 

rjTT.2}5i«tJ hm^-th) SrSISgL, T'^;^^^ ^n-:^;i/m(*:7>f V^f-f^l^ 
(AfliershaiD?±|?) SrfflVNTT-f >r:^S:li«Lfci:z:6, rjn.ij 

3 4 ffilE4#^ 10-304247 



4fsp 9-062290 
[0 12 3] 

tz, B6fi'7^i;u9^it-':fV-h<D^^:LMZFnA25m^ (5X10^cell/Bl$:0 

.111) . ^xj^ ^jn.mm ttzit ^m.zum (-eti-mio/tg/ni) §:iD^, 

f^fcy ICSiv^y h riCAM-lj tn.^ (lO/ig/nl ; IgGKTamatani.T.and Miyasaka.M 
Int. iBDunol. 1990. 2:165)) ^M\^X m^iZM^b tz, 
[0 124] 

(0i:&±) . zommti. n^v N ricAM-ij ^^jc m 
\z\t riA29j iiLT^Lfc) fcj:yia§sti**>ofc (0l£T) » rjn.2 

ttmuttifz (El*T) . 0f-f±^t'rv>«:v\«5')/ h tlfa-Ij m 

«c (lOAig/ml) S:MV^t^•^T'=b, rjn.lJSf^cj {Cj:5FTL435|ifiS0^^J±|S 
[0 12 5] 

[0 12 6] 

5~10jii$'?>f;^^!-5'y h (150'-250g) $r^x5^;bx--r;ncTJif|ci?5ES-B: 
fe. fi&SPIriaiaLTBIill?:, raS:l§JtLTiPflBS«:ffia} t Uo^tLiSSflS^ji 
HtC, ji¥0ISS:n>:*:J-/tiJ>A (2/ig/Bl) ^llflO%FCS?:^m 
PMI1640^^{ittiT'371C. SH TO«t* 3 iHC j: ^/'^S^i&iSSSLfc. 
[0 12 7] 

FTL435SBR fi&MfiS, J^MIS&t^^SM U >y'?3^ (#5X10^<i) S: Tjn.l 

3 5 ffllUt^ 10-3042474 



#3(1 9-062290 
tfiWi ttz\t rm.2t!im ilj^fS^-ti:, ^^V^T'FITC©i^^y">:;^IgG (Cappel?± 

m) m^^nrzmm<D^%m&^3L}:;^y^ 7.31V -h (epics-ei 

ite) 7D-1?->f h;>l-^-$:MV^Ta!lSLfe. 
[0 12 8] 

jg^l:®2lCa^t. FTL435|igflST'{i, rjTT.mMj Rt; '■JTT.2mMj ®?&Vn 
[0 12 9] 

(1) nm!a«®^^®i^;r^>^[: 

FTL435iai|JiS S:PBST'?^# htz^. 100 ^ g/inl®NHS-l^>r5' > 5:-^tf0. ^^KT.^ 

^^m-k^a^^ (pH8.0) lcixio^ifflBS/Bi{c«t5<ke)SSMt, ^M-C'40^r^SfS:$ 

«BflS«:PBS-C'3®gfeJ|fLfc^, Rl^^fc^t-; 7 T - (lXNP-40, lOmMTris-HCl ( 
PH7.4), O.lSMNaCl) SrSXlO^cells/olfC^iS J: ^ {C^llDt, 4X3, SO^faML 

(2) ^ffit5fc|^fi:t;SDS-PAGE^«f 

„ if-Xii'^mit/'iyyT-X'smm^b. irvni^-M/^^yr- (o.isxsds 

h y ^ A 'J A >y 7 r - (pH7. 0) ) 50 a* lin;i^^1- 5 3 1 tC J: U ^^^^ 
■??:^{iiL/fe. ^aj-9->y;KD-gI5lC1.25XNP-40i:N-i^y:)tj:f--e (20U/id1) S: 

[0 13 0] 

3 6 aiE4$¥ 10-3042474 



ijt^ 9-062290 

7i^V)l75.\!^)m%^m (SDS-PAGE) >^;W^y 7 7- (Enprotechtt 

S^) S:^ft^jDtT»L, SDS-PAGE^, PVDF|^{ce?Lfe„ t^^T^^^fbSfig 

®^C^^£V^ECL^/:X•rA (Amershamlt^) ^:ffll^T^{^^ 
[0 13 1] 

miZ^^^mt. ^m.mm a, SDS-PAGE{Cj:yFTL435iNBfiS±®, ^^3§7t 
T mS^K r(-)j T'S^tfc) T'47kD, jStcT (03tti{c r(+)j T'^Lfe) T24 

{C r+N-glyj X-mbtz) , rjTT.l^Mj tt, ^^S7tTT'35kD, it7T;TT'20kD 

©i*®>'t>KicJK^Lfe. J!i^±©^^*^e>, rjTT.i^Mj jj:, mmmmtm^ji 

[0 13 2] 

(1) ^m.mm ij 7 1.0mm 

(PH8.2) X-smm^Ltz, Se>{C. 10mM2;:>l5^;i/tf^ ij ^T^-f h (DMP) 
^t^hUx^ y-;!/^^^ (PH8.2) tfiT'^Mllt^>f>:3fa/<-h-rS3i:fCj: 

(2) rjn.m^j 

FTL435Mlia «:10XFCS^;tRPMI1640«% S:fl§ VXT^S L fc. iMfla$:3g.i>^f^JC <t 

- (lXNP-40, 10i»)lTris-HCl(pH7.4), O.lSMNaCl) ?:5X10^cells/iiUc;&;6 J: ^ 

3 7 fflfE4#¥ 10-3042474 



#512 9-062290 
[0 13 3] 

uJ^itWOai^ ^m.mm iS^h (Iml) ICl^JflL/fc. ijyh^'^mv^ 
vyy -50Blfti;PBS20inlT'Sic?f tfef^, 0.2M^ U 7 7 - ^%MLX^ 

(3) gjif^i^^ 

5'-lOjiiS':7>f h (I50~250g) $:yx^;i/x-x;i/jcTJj|i@?5E$ii 

■fe h^e/:;lf';i/X7.x;i/ (Molecular ProbesttSJf) lOiitMSr^iDL, 37X:T'30^)- 

^tfRPMI1640^«!5tflC, 2X10^/iDl©tiSlC**i:e)JCS^?ji3-efc, 
[0 13 4] 

967^>f7>fif^U- hlC. (2) T'#fci|flS rjn.lfiilgj SrlO^lM-e-Hfen 
-Vhtc. yi/- h&PBST'Sfe^ffLfc^, 3XBSA$:-g-t?PBSS:200ittl/?t|^iint2^ 

UMU (2X10''cells/iBlS:0.1iil) > ^li^FabfbLfe UTl.mWl (SAg/ml) 
J:0^ rjn.2^<*:j (lOMg/ml) SriHx., 37t:-r'-^K^«L/fc. ^^LTV^;& 
v^ifflllSiS:B^?*tSfe«)^c, #':7x;i/5:lOXFCSI:'g-tfRPIII1640^«!!{CT-Ili?5J^L/ 
fc. =&'?x;i/$:3t««aiiT'M§gUfc^, ^^LTV^sa^iiaS:0.l56NP-40^SilOO 
/xiT'^iS?Lfe. y u 7.^ ^yu-7>(i/u y?i:^u:f^--Si- (Fio 

H LaboratoriesttSJi) ^M^^X. 538nin (485nBT'lijS) 
[0 13 5] 

)t^m?5^m^<Djgm$:04(Ca^tc ^4tt30 rAg(-)j tt, rjTT.iMj -en 
-^bJS:^^':7x;l/l:«v^;t%®T^ rAg(+)j \tW.tfimxa-hbk^ ^Dl^m 

3 8 10-3042474 
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[0 13 6] 
[0 13 7] 
[0 13 8] 

[^JfiMS] :^vh rjn.l^Mj cDNAO^'n-c^^y 
1. cDM^^:f^V-(Di^m 

(1) 7«y hMJBSCon A blastA^bpoly(A)+RNA(i!)Mffi 

7^ hWSBfiSCon A blast (*SllXloSl) $:2,000XgT'5^^4X:T'S>i>L/T, 

iST'lO^^^iJcMLt^, 4TCT'10:$)-r^, 12,000Xg{CTii>i>L, RNA$:itM$-efe 
TbRNA Purification Kitj (PharmaciattS?) S:ffi^^Tpoly(A)"*RNA$:3»Sg 

[0 13 9] 

(2) cpNA^>f:/7U-of^i3 

ii|gL/fepoly(A)"^RNA5Mg|:i^Si:L, TTine Saver cDNA Synthesis Kitj (P 

hariiiaciatt|g)S:-^V>TcDNAS:^^Lfco U -->^0^&^$:±lf Sfc^b, N 
ot I^Wi8iJe^S:;t-rs roligo dT:f^>rv-j (Pharmaciatfcl?) $:MV^7^:. Eco 

i^y'?^*^^ (PharmaciattS?) SrfflV^T-b->f X:$}>®$:fTo 
[0 14 0] 

(3) ^^Si-^^msSf-iii^ 
fl^*lfcEcoRlfeJ:t)tNotl5^3g$:;ttScDNAS:, EcoRlfe j;t;NotI^O.SL/fc'<^ 

^f-pME18S (Hara.T. and Miyajima.A. EMBOJ., 11, 1875-1884, 1992)lC3^iJSLfe 
, mt^Rmzit TDNA ligation Kitj (^?iig^±jg{) $:^VNfc. nhtltzBLf^^ 

3 9 {fili#¥ 10-3042474 
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^^^m^X rE.coli DHlOBj (GIBCO BRLttig)?rJ^JKig^Lfe. m^^^mt 
ro.D.600nm=0.6j iC^iSt T'^Stfc^, ^SL^W^^U -$:#tfy^:J^^ 
KDNA?:I@lJRLfc. -^yT^S, KDNA©iftiglCttQUIAGEN-Tip (QUIAGENftig) feMV^ 

fee 

[0141] 

2. cDNA^^r:^^';-®^,^";--^^^ 

7.^ U --^d^^fett/t-^i^^ (Seed,B. et al. Proc. Natl. Acad. Sci USA, 84 
,3365-3369,1987) tC^CTffofe. 
[0 14 2] 

(1) COS«A®lfi^l|A 

#e>*lfc7-f ::/7'J -5:xl/ir hO/Klz-S/a (Potter ,H.et al.Proc.Na 
tl.Acad.Sci. USA, 85,2288-2292) tC J: ») 0057^1 SSfC^Abfe. ^A^60^r^^b 
, ±?t$:i5*tFBST-30gic?i^L^c„ PBS-0.5mM EDTA$:37iC, 30^mmLtz^\^^ 
V'r^y^bXmH&^mfi^btco SbfC TLymphprepj (NYCOMEDttl^) $:MV^T4 

[0 14 3] 

(2) ^t-^^ffcjcS^^^Jg^UBfSCDjgJi 

#e>4lfe^iIJia5:PBS-5XFGS-0.5mM EDTAlcMLfc. i^JigM?£S: rjn.ljji 

#j hufc^iiMtc^u ^ux^m^m^^ttc, $¥i^^ms^m^b? 

BST'3IlSfeH^L.fc^, ^illl{Cj^^LfclfflflSA^e)Hirt^ (Hirt,B. J.Mol.Biol. ,26 
.365-369) {C J: 7.^ KDNA^rHUR Lfe. n<DtitzZf^7.K KDNA$:Mv^TE.c 
oli DH10B(GIEBCO BRL^tlg) ?^M«SI<*:S:fflV>-C±E (IIJI#!I6 

-l-(3)) t|fmK::^7 7.5 KDNAS:m m^Lfz, #e>tl^cDNA5:MV>T, (1) 
. (2)JC|BS0W«:l|{C2IiIi^yiiL,ffofc. 
[0 14 4] 

(3) iii>y5'^-:f!7u-y0mm 

3IBIg0y1->^^, J^^g^L/fcE.coli DH10B5:7>l^i/U>^>frLB plate 

yffi (Maniatis,T.et al. Molecular CloningjA Larolatory Nnual.Cold Spr 

4 0 fUE^^^l 0- 3 04 24 74 
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ing Harbor Laboratory, Cold Spring Harbor, New York) X'-f^T^S. KDNASriJiK 

^t^!7u-y (^j^T, Z0i7u-y^ rTi32A7j tm^) *^^i^i3tlrv^s 

[0 14 5] 

(l)tCfa«©:&fe$:MV^T, rTi32A7j $:flt;C0S7MT— iitt5831$-&fc. 
rTi32A7j ?lA«Biia$: rjTT.im^j m rjTT.2m#J T'^^&L, EPICS ELITE 
(Coulterttg) SrMl^T^^^tfco rjTT. 25:i; fJTl.zms it rT132A 
7j afi^•ji^feS:S^<iSi^$LT^^fc (®6) . 
[0 14 6] 

(4) N5(53go 7^ J mmmo^^ 
iiMnoi^m (^i^E^Bw mx^A>K>^«y^ (1992) ) xmmb, sds-p 

AGET'M^fi^, m^(D7 ^ mmm^^Ltc. -eo^^tt. rciu-Leu-Asn-As 
p-Leu-AIa-Asn-His-Argj 

[0147]. 

[0 14 8] 

[0 14 9] 

3. isssa^js^^ 

i;U-y rTl32A7j ^CoV^T TAuto Read Sequencing Kitj (Pharmacia?±|g 
) t r A. L.F.DNA sequencer J (Pharnaciattig) i^^^XP'r^i-^i/^lZi:^)^. 

7j rjn.i^Mj cdux'h^tn^^titz, 

[0 15 0] 
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S¥^y7h TGENEWORKSj (Intel li Genet ics?±iJ) ?:^l^T^*rLfc. A>f KD 
71^- • y M^^ttKiteiiDoolittle©:;^^^ (Kite, J. &Doolittle, R. F. 
J. Mol. Biol. 157, 105-132, 1982) (Ct^oTffofe (07) . ^<D^^M. rjTT 

t^lofc. JfcS, E7tf'© rcHOj «NS«|iiig^Sl5fe5:5^L, Tpj ttU>K{b^ 
rcKIIj tt*-feV >^:^--lfII?:atL/, rpKCj \ffU7-^y^±- 

[0 15 1] 

[IIJIM7] t h rjTT. i^Mj cdna® ^u--y^ 

1. ya-^©#|g 

^i6M6-3-e^fjtlfci'D-> rT132A7j $:tIISi^^EcoRIfc JcUfNotlT'S-fb t 

T, rjn.imj^j cDNAiHjo.9kbS:^»jffit, 7;!/D -;^y;i/m^^Silc J: 

^m\jtz.mmi^\t TQUIAEX gel extraction kitj (QUIATENttS3 
) $:fflV>T3BiSL, rReady-To-Go DNA labelling kitj (Pharmaciatfcg) 
^^TOTAWT>tS:^%T'=^iJb/-„ z:®^||EDNAElT;i^5:y7-^57y\>f ^f>f •lf>r 

-yBymo)zfu-':f}ihxm^^tz, 

[0 15 2] 

2. cDNA5'<:/'7U-(Df^|g 

(1) t h5|?^f JlilCon A blast7b^e)Poly(A)"^RNAG)fta}lj:±iH (lliSM6-l-(l)) 

[0 15 3] 

(2) mk=7>Cf^^}-<D^m 
iSi^Lfepoly(A)'^RNA5Ag$:^ai:L/. roligo dT:^7>fV-j (Pharnacia^± 

Sg) riinie Saver cDNA Synthesis Kitj (Phramaciattig) Sr^V^TcDNAS:-^ 
^Lfe. EcoR17^':/^-'f^M{C>?.A>*5A (PharamaciaM) $:ffiV^T"tJ- 
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[0 154] 

(3) ^i^9-^(Dm^72^^RT}Ay^-pyif 
^^titcEcoRl^m^^t^mk^, EcoRmMbfz^i; ^- rxZAPIIj (Str 
atagenettig) fC^igLfco M^jSfSfCtt TDNA ligation Kitj (g?@Jitt|g) 
S:fflV^fe. Ztl'k TGIGA PACK II GOLDj (StrategenettlS) S:MV^T-Y>l^h 
un^y^-t^yif (in vitro packaging) Lfc^, n^tfltcy 7 
T, Ecoli XLlBlue MRF' (Strategenett|g) fe^it bTffl«l^7 7 - i^l:^ 
5 - •J' *^ -5 CDNA7 ^' U - Srf^lS L fe. 
[0 15 5] 

(4) 

(3) m^titzEm^^mm^^xmmm6-i-{3)tmmizbx rE.con.oHi 
oBj (GiBco BRLtti?) ^mnm^it^o z0mnm.mmmm'^xmnmf^^ 

^Xm^mm^miZ^ULt:. : FERM BP-5725) . 

[0 15 6] 

3. mk'7^-:f'yV-07.^v--yir 

U - — TRapid hybridization buff erj (Amershamtfclg) &fl§VAfe 

if-f 1f-i/a>j£ (ManiatisJ.et al. Molecular CloningrA L 
abolatory Manual, Cold Spring Harbor Laboratory, Cold Spring Harbor, New Yo 
rk) (C^^^^r^fTofco #e>4lfe5-f U - S:*?^:^ I/- h {CIXIO^* fHybo 
nd-N nylon menbranej (AmershaiB?±|g) X' I/"!^ U iJ S:#Sg L fee l/'^Vilt.^ 
Mm-lXi'^mLtz^^m^:fU-:f^m^\ rRapId hybridization bufferj ( 
Amershamttig) •t'T' >''9 - ^^/N'f ^ U ^f-f -^-f - i/3 > Srfro fe, m7.^V- 

U-y^t/yif}l:fy-i;X'S^m^, V-a7;b (Strategenett) iZ^-DX-fy 
{^;Kx^i^-f >>3> (in vivo Excision) IZ^b, P - > ^ KDNAi: 

bxmubtz, 

[0 15 7] 
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7M(Oi7 U-y\Z'D\'^X TAuto Read Sequencing Kitj (Pharnacia^tig) t T 
A.L.F.DNA sequencerj (Pharmaciatfclg) $:ffiV^T^/•r>^• j: U^SSHJ!! 

Itztz^^vV rjTT.l^Mj ©th-J^^oy (fchJTT.l^M) ?:3-KtT 
V^Si:#^e>tlf^ (S8) . 3©e)-fei7D-> rpBSh41j : D »li h 

[0 15 8] 
[0 15 9] 

s r i: *^ 6 ^ ^ ^/'S ^ H * fctt^tt-r s z: i: ic J: y 

[0 16 0] 

om'pt^f^ ii^B'f-^m^ommtrzitry^'tyT.wk (rna) tc^ox, d< 
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[0 16 1] 

mmmML. ^mmmmmm tvxmt&zt m'^^ti s . 

[0 16 2] 
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[0 16 3] 

mw^-^ : 6 0 0 

E^JOaS : cDNA to mRNA 







TTTPTTTrTr 




GCATTAAAGT 


50 


THAACAGGA 


GAAATCAATG 


GTTCTGCCAA 


nATGAGATG 


TTTATATTTC 


100 


ACAACGGAGG 


TGTACAAATT 


HATGCAAAT 


ATCCTGACAT 


TGTCCAGCAA 


150 


TTTAAAATGC 


AGHGCTGAA 


AGGGGGGCAA 


ATACTCTGCG 


ATCTCACTAA 


200 


GACAAAAGGA 


AGTGGAAACA 


CAGTGTCCAT 


TAAGAGTCTG 


AAAnCTGCC 


250 


ATTCTCAGTT 


ATCCAACAAC 


AGTGTGTCn 


TTTTTCTATA 


CAACTTGGAG 


300 


CATTCTCATG 


CCAACTATTA 


CnCTGCAAC 


CTATGAAni 


nCATCCTX 


350 


TCCTHTAAA 


GTAACTCnA 


CAGGAGGATA 


HTGCATATT 


TATGAATCAC 


400 


AACTTTGTTG 


CCAGCTGAAG 


TTCTGGTTAC 


CCATAGGATG 


TGCAGCCTTT 


450 


GTTGTAGTCT 


GCAniTGGG 


ATGCATACTT 


ATTTGTTGGC 


HACAAAAAA 


500 


GAAGTATTCA 


TCCAGTGTGC 


ACGACCCTAA 


CGGTGAATAC 


ATGHCATGA 


550 


GAGCAGTGAA 


CACAGCCAAA 


AAATCTAGAC 


TCACAGATGT 


GACCCTATAA 


600 


: 


2 












: 1 9 9 










mmom : 

























Met Lys Ser Gly Leu Trp Tyr Phe Phe Leu Phe Cys Leu Arg lie 
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1 5 10 15 

Lys Val Leu Thr Gly Glu He Asn Gly Ser Ala Asn Tyr Glu Met 
20 25 30 

Phe He Phe His Asn Gly Gly Val Gin lie Leu Cys Lys Tyr Pro 
35 40 45 

Asp He Val Gin Gin Phe Lys Met Gin Leu Leu Lys Gly Gly Gin 
50 55 60 

He Leu Cys Asp Leu Thr Lys Thr Lys Gly Ser Gly Asn Thr Val 
65 70 75 

Ser He Lys Ser Leu Lys Phe Cys His Ser Gin Leu Ser Asn Asn 
80 85 90 

Ser Val Ser Phe Phe Leu Tyr Asn Leu Asp His Ser His Ala Asn 
95 100 105 

Tyr Tyr Phe Cys Asn Leu Ser He Phe Asp Pro Pro Pro Phe Lys 
110 115 120 

Val Thr Leu Thr Gly Gly Tyr Leu His He Tyr Glu Ser Gin Leu 
125 130 135 

Cys Cys Gin Leu Lys Phe Trp Leu Pro He Gly Cys Ala Ala Phe 
140 145 150 

Val Val Val Cys He Leu Gly Cys He Leu He Cys Trp Leu Thr 
155 160 165 

Lys Lys Lys Tyr Ser Ser Ser Val His Asp Pro Asn Gly Glu Tyr 
170 175 180 

Met Phe Met Arg Ala Val Asn Thr Ala Lys Lys Ser Arg Leu Thr 
185 190 195 

Asp Val Thr Leu 
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mi] 

[@5] 

rjTT.imiiJ hB&|g|ffllia®gf^tc;R{f-r ^m.mm atJ^ rjTT.2 

[@6] 

cos«HJigT'583^$-ti:fe ^m.mBi S: rjn.im{*^j rjn.2m^*^j x^yt 

[07] 
[08] 
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+Jn.l + 1A29 +JTT.1+Jn.2 



1 
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13] 



116- 
97.4- 

66.2- 
45- 



31- 

21.5- ^ 

14.4- 

2ME (+)^ (-) 
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Ag(+) +Jn.l Fab Ag(+) +Jn.l Fab +Jn.2 
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